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Reporter construct . Domain structures were predicted using SMART [1] . (a-c) MacpfA2 is encoded on Scaffold2331 in the S. purpuratus genome (v3.1) in ten exons, the first of which is untranslated. The reporter construct was generated using 5.12 kb upstream of the start of transcription, and includes the first intron, such that the GFP replaces the usual macpfA2 start of translation in exon 2. 1) , that localized to SMC derivatives in the developing embryo. Comparison of the probe sequence used in the screen with the most recent version of the S. purpuratus gene models indicates that this sequence is highly similar to several transcripts, including both SpSRCR143 (SPU_018429; e-value = e -120 ), as well as the closely related SpSRCR142 (SPU_018430; e-value = 0). At this level of sequence similarity, the probe will hybridize to both transcripts. Primers designed that anneal to unique regions of each transcript and used for qPCR (Additional File: Table S1) indicate that srcr142 is expressed during development and in the feeding larva, whereas srcr143 is undetectable. qPCR analysis indicates that srcr142 expression initiates by 18 hpf, reaches a slight peak at 36 hpf, and then increases sharply at the pluteus larval stage (75 hpf). (c) The srcr142 transcript co-localizes with pks. WMISH performed on early pluteus larvae (72 hpf) indicates that pks (green) and srcr142 (pink) are expressed in the same cells. The EUB338 probe stains bacteria, whereas the Scramble negative control probe does not. To confirm that the Scramble control probe did not stain bacteria, the Scramble (a,b) and EUB338 (c) Cy5-conjugated oligonucleotide probes were used in FISH against V. diazotrophicus. Cy5 staining is indicated in pink; Hoechst 33342 staining is shown in blue. No Cy5 was apparent in the Scramble-stained larval blastocoel (a) or bacteria (b2), whereas nearly all bacteria exhibited co-fluorescence between Hoechst and the EUB338 probe (c4). Similar results were obtained in experiments using Colwellia and Pseudoalteromonas bacterial strains. White scale bars, 20 µm; yellow bars indicate 10 µm. 
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